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GGATCCCTGCTCCAGCAGCTGCAAGGTGCAAGAAGAAGAAGATCCCAGGGAGGAAAATGTG 120 

M C 2 

CTGGAGACCCCTGTGTCGGTTCCTGTGGCTTTGGTCCTATCTGTCTTATGTTCAAGCAGT 180 

WRPLCRFLWLWSYLSYVQA V 22 

GCCT ATCCAGAAAGTCCAGGATGACACCAAAACCCTCATCAAGACCAT TGTCACCAGGAT 2 40 

PIQKVQDDTKTLIKT IVTRI 42 

CAATGACAT T TCACACACGCAGTCGGTATCCGCCAAGCAGAGGGTCAC TGGCT TGGAC T T 300 

N D I S H T Q SVSAKQRVTGLDF 62 

CATTCCTGGGCTTCACCCCATTCTGAGTTTGTCCAAGATGGACCAGACTCTGGCAGTCTA 360 

IPGLHPILSLSKMDQTLAVY 82 

TCAACAGGTCCTCACCAGCCTGCCTTCCCAAAATGTGCTGCAGATAGCCAATGACCTGGA 420 

QQVLT SLPSQNVLQ IANDLE 102 

GAATCTCCGAGACCTCCTCCATCTGCTGGCCTTCTCCAAGAGCTGCTCCCTGCCTCAGAC 480 

NLRDLLHLLAFSKSCSLPQT 122 
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SGLQKPESLDGVLEASLYST 142 

AGAGGTGGTGGCTTTGAGCAGGCTGCAGGGCTCTCTGCAGGACATTCTTCAACAGTTGGA 600 

EVVALSRLQGSLQD ILQQLD 162 

TGTTAGCCCTGAATGCTGAAGTTTCAAAGGCCACCAGGCTCCCAAGAATCATGTAGAGGG 660 
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TTGGGGAACC CTGTG-CGGA TTCTTGTGGC TTTGGCCCTA TCTTTTCTAT 100 

GTCCAAGCTG TGCCCATCCA AAAAGTCCAA GATGACACCA AAACCCTCAT 150 

CAAGACAATT GTCACCAGGA TCAATGACAT TTCACACACG CAGTCAGTCT 200 

CCTCCAAACA GAAAGTCACC GGTTTGGACT TCATTCCTGG GCTCCACCCC 250 
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CCTCACCAGT ATGCCTTCCA GAAACGTGAT CCAAATATCC AACGACCTGG 3 50 
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ATCCAGGACT CTGTCAATTT CCCTGACTCC TCTAAGCCAC TCTTCCAAAG 700 

G 701 



FIG. 2 




c=^3 oHl o=3 c==3 c=<l 



run) 



0> 



D=0 



0=0 



0=0 



0=0 



o=c 

c= 



D=0 









(LfS 






<r=3 


















=0 






















c=a 


«^ 




=3 


<m 




@> 












C=3 








^> 

§2 




^> 






B-M 


©I 






G= 




C= 








>= 




>= 


=J1 


D 




=fl 


•& 














(5/5) 








<«£ 




<S>£ 








IUU| 




MJ| 


^ 


0 


0=0 

m 






=4 


>= 




<s> 
>■ 




it 




2^ 






=J 




=3 





C=3 










=3 


<yn> 
==s 






«/? 




@> 


©> 


=0 


=3 




^> 








>= 








y= 








=ji 


=J 






>= 


4P 


4P 










33 


33 


c=a 










Gju, 














«=J) 


=4 




y= 










D= 


C= 




















t= 


& 


& 






33 


33 
















s: 







0 # 2 



^) -tc S 



c=0 



c=0 



5> 0 c=3 



0=0 D S 



|UJJ 



(UJj 



0*8 S 




C=fl 0=3 5r=3 C=H1 




5— a c=HI cHI c=<] c=*3 



cm X 



CM ' 



CO 

in 

CN3 



1 



9- : 

-i£ 
U 

to 

Q — 
CO ^_ 

u 
DC 

CD 

Q 



2- 



2- 



CO 

a. 



in 
eg 
Ch 
o 

< 

CM 

© 



CO 

in 

CO 

o 

< 

CM 
O 

> 



CO 



in 



CD 



Ul 

CO 

o 



o 



CD 

CM 
O 

o 



CM 

m 

<?? 
o 

CM 

o 

> 



CM 



CM 
CO 
CO 
CD 
> 



03 

O 
O 



III, 



III 



III 



II 
III 



Hi 



UL 



1 2 3 4 5 6 7 




FIG. 9 



{= 

4J> 
4=3> 
4J> 
4=3> 



^49 
-!- 

49 
t= 

4j> 

f= 
49 
{= 



49 

49 
49 
49 
C= 
4J> 
£= 
4J> 

4J> 



4§! 
49 

5 



CP 



49 

49 
4S 



4=> 

{= 
4S 



4J> 

4=5 

t= 

49 

4J> 
4J> 
4=5 

c= 

49 



49 
4=5 



t 

4=5 
t= 
t= 

49 

4=5 
4=5 



4=5 
4=» 
t9 
G= 
49 

4=5 
49 



49 



t= 
© 4=5 
«^» 5= 

49 
t= 
4=5 

B 

4=5 
4=5 
©f= 
CM 49 



49 
49 
S= 
©49 

4=5 
4=5 
C= 
49 
49 
49 
4=5 
{= 
49 
1= 



4=5) 



4=5 



8= 
49 



it 





FIG. 11 A 




18S — ' 



FIG.1 1B 



CO 

Zj 

CQ 
LO 

u 



O 
) 

CO 

CQ 
LO 

O 



+ 
i 

o 

CO 

Q 

+ 

i 

o 
J* 

O 



-Q 
O 

3- 

O 
CJ 

Q 

+ 

o 
J* 

V 



CO C/D 1- 





FIG.12A 




FIG.12B 




(J (;•()()' 




FIG. 13 



s 



© 



m 



to 



in 



o 



CO 



CM 




CO 




y= 



CO 
o 



CO CO 



a 



r 



Dpn II 



Rsa I 



Bgl II 



Alu I 



-3 

CM 

-Q 
O 

CM . 

o + 

- • . ■ 

o o 

+ + -5 -D 

p p 2 ^ 



O 

o 



o 



u m m 



CM 

-Q 
O 

-5 

CM 

JD 

o 



o 

o 



+ 

o' 

Q 
+ 

u 
J* 



p 

^ 4: 

o + 



CD CO 

^ ZD 

U CD QQ 

ir> in 



cncouo cncnou 



CM 

-O 

-a 

CM . 

o + 

o' o' 

<p m 

+ + ~D 

■ i to 

o o ^ 

^ -J 

0 O 00 

1 5 

(/)(/) O 



X3 
O 

o 



CM 

-D 

"5 
CM 

-Q 
O 

+ J 

+ s 

-1 + 
to 1 

—J 

CD O 

in 5 
O </> 



+ 
+ 

+ 

I 

a 



O 

o 



.S3 

O (D QQ 

^ 

2 in m 

woo 




— 12kB 

— 5kB 

— 3kB 

— 2kB 



— 1kB 



— 500bp 



FIG.15A 



BglH Digests 




FIG.15B 




FIG. 16 



<r=<l 
0 



(5^ 



|W) 0 



0=0 egg 

<£=3> 



(33 



egg 
A t= 
0 * 



g o ^ o 




o 



eggfc^) 
<S=2> 

egg W 
<^> S 
D= ^ 

egg C=3 
t=» ^ 

egg M 

e= m 

egg C=3 
egg C=3 



egg ^ 
%3 M 



C=3 



5= =3 



egg (9 



egg 



<u> © 



C=3 



C=3 



eg =5 



%3 



C=3 



1 

egg 
<S=J> 



QaJ] 
=0 



egg C=3 



<ygj (UJ1 



C=3 



5=3 



egg ^ 



y s o c 5 ^ 

eggl!= V C= 



o 

CO 



o 



o 

CO m IL 



Imidazole 
6M urea 

A 



1 E 6 
E O O 

in w <d 



E 
O 

o 

ro 




FIG.18A 



o 
CO 



o 

CO 



Imidazole 
6M urea 























-♦— 








E 






E 


E 


O 




E 


O 


O 


O 


Li_ 


m 


CM 


CD 


ro 




FIG.18B 




FIG.19A 



Triton X-1 00 - - 
Proteinase K - - 
Microsome - + 




-31.0 kD 

-21.5 kD 
-14.3 kD 



FIG.19B 



(LP 
4S> 



© — 


























CP 












cp 







cp 




CP Q 








{= to 








C=J 




CP 








1 



CP 



CP 
CP 

c=p 
c= 
cj> 

« 

t= 
4P 

c=s> 

CP 

CP 

5= 

t= 
C=5 

cp 

CP 
<«£ 
CP 

s 



CP 
<*£ 
C=? 
C=J 

CP 

CP 
CP 
C=> 



(EM 



t=3 



CJ> 
CJ» 
C=3> 
C= 
C=S> 
CJ> 



C51 
CP 



-C ©9 
CP V© 

CP 

CP 
CP 
CP 

«s 

CP 

CP <©• 

CP It 5 ** 

=2g 

CP 

c= 

CP 
CP 

{= 

CP 



C=J 
CJ> 
CP 
<s£ 
CP 
t— 
CJ> 
C=3> 



CJ> 
C=5> 
CP 




CP t*= 



CP 
CP 
CP 
CP 



c=s 



CP 

B— 
<*£ 
€=? 
CJ> 
&=■ 
C=5 
CJ> 
C=5 



s=3 
If**. 



CJ> 



CJ> 

CJ> 
C=5 



C=2 

t 

CP 



UL 



c=* 
cp 



C=5> 
CP 

c=? 



C9 



MOUSE OB STRUCTURE 

1st ex 1st intr 2nd ex 2nd intr 3rd exon 

/////////// ATG ///////////// TGA_ 

start stop 



FIG.20B 



HUMAN OB STRUCTURE 

1st exon 1st intr 2nd exon 



ATG I1IIUUUII TGA_ 

start stop 



FIG.20C 



Xhol 




SIGNAL 
I SEQ 



^ 4rcJ MF 
SIGNAL SEQ 
FILL BACK 



Xhol 



ob 



PCR RI 

• HIGH TEMPLATE CONC 

• LOW CYCLE 

• PFU POLYMERASE 



ob 



|Eco Rl| 



DIGEST W/ 
Xhol ♦ Eco RI 



LIGATE INTO 
PPIC. 9 



Amp 




SIGNAL 

CLEAVAGE 

SITE 



FIG.21 A 



-O 

o 



< 
< 

o 

< 
_i 
< 

o 

_J 

O 

o 

cr 
< 

o 



UJ 

no 
t- < 

1/1 UJ 

(J 



CM 



UJ 



O 

XL < 
UJ 
_J 



< 
< 

Z5 
_l 

o 

o 

< 
< 

_J 

CD 



o 
x: 
X 



< 

CO 

>- 



UJ 

«x< 



UJ> 

^ < 

UJ 
_l 

u 



o 



UL 



o 

X 



« 

ZD 
UJ 



O 



CD 

o 

cr 

I~ 
•-u 

i> 

Olu 



JQ 
O 



(J 



LlI 

I 

_l 

O 



CD 

o 

cc 



2 

Q_ 

CC 
LU 
CO 



5 



CO 

I 
< 

_l 
< 

I 

z> 
_l 

O 

O 

LU 
CO 

o 

CO 

u_ 

I 

75 



O 



LU 

o 
v< 

LUuj 
l-_J 

CO (J 



LU 

CVJCD 

><< 
LU^r 

*LU 



(J 



GSSI5 mob mob 

only (+Gln) (-Gin) 

i ii ii 1 

IX 5X IX 5X IX 5X 




FIG.23A 

12 3 4 5 




FIG.23B 



? <D 

4-» _Q 

£ 32 ° 

O) - _Q 

> £ o 



-O 
"D 



121.0 — 
86.0 - 

50.7 — 

33.6 — 

27.8 — 

19.4 — 
7.4 — 



FIG.24A 




FIG.24B 



recombinant ob (ng) 

wt 1 0.01 0.1 0.5 2.0 15.0 1 



19.4 — 



FIG.24C 




FIG.24D 




FIG.25A 



2.00 




12 



ng/ml 



FIG.25B 



CL 
X 



If) 

Ql 




|LU / 6u 



Non- 
Reduced Reduced 



r 



n n 
o o 



</></>£ 

(D (0 ^ 
> > TJ 




FIG.26A 



Human ob 



22 



75 89 



117 



157 167 



Expected 



Ma ssOP a ) 



Observed 



22-167 
22-75 
76-89 
90-167 
158-167 



16,024 
5936.9 
1562.7 
8434.5 
1131.9 



16,024 ± 3 
5936.6 ± 1 

N.D. 
8435.6 ± 1 

N.D. 



FIG. 26 B 



Imidazole 

I 1 < 




FIG. 27 



20 



16- 




2- 



0-I 1 i 1 1 * 1 r- 

0 10 20 30 

DAY 



FIG.28A 




F1G.28B 




FIG.28C 




FIG.28D 




FIG.28E 




FIG.28F 




I 

WEIGHT LOSS (g) 




FIG. 30 



o 
o 

CNJ 



CO 




FIG. 31 



12 3 4 




FIG.32A 




CO 
CN 
CO 




T 

FIG. 33 




FIG. 34 



CEN 



s 
W 

S 

s 
I 

7 
3 
4 



s 
W 

S 
S 
4 
9 
4 



s 

w 



8 
8 
3 



s 
W 

S 
S 
2 
3 

I 



o o o 

? ! I 



S 
2 
3 
3 
6 



S 
I 



yWSS5l80^4. 

1350) ; 
yWSS5l8l — 
(320) 



* I 1 1 1 1 ft T ft 

•ill! Ill 



4— - 



yWSSI980 
(400) 



yWSS2987 
(1200) 



1 



VWSS3I3I 
(1200) 



yWSS2l52 ft. 
(1100) 



yWSSI6l3i 
(240) 



yWSS2547 
(14^00) 



f 



|yWSS29351 ■ 

(680) 

yWSS3822 *-^> 
(650) ; 
yWSS38l6 4 

(650) , I 

yWSSI862 •— ♦ 

(400) ^> 

yWSSI940 T 



s 

w 

s 
s 

9 
9 
9 



9 

? 

s 
I 

7 



7q3l.3 



+ 

I 
I 



(350) 



yWSSI558 
(610) 

yWSSI346 
(300) 
yWSS2l35 
(550) 



yWS$77l 
(300) 



yWSSI572 

(340) 

yWSS2l24 1 

(400) 

VWSSI025 

(330L 



I 



-T— yWSS2004 

: (180) 

{ yWSS778 

! (320) 

J yWSS738 

j (250) 

! yWSS2029 

! (190) 
yWSS2263 



■(130)- 



+ 



yWSS305l 
(1200) 



yWSS3039 
(950) 



I 

4- 



FIG. 35A 



s 
W 
S 
S 
I 
I 

7 
4 

X 



yWSS26l8 
(190) , 



s 
W 
S 
S 
2 
0 
6 
I 





PAX4 


vv 


s 




s 


til 

W 


s 


W 


s 


W 


S 


s 


S 


S 


2 


s 


1 


5 


8 


3 


8 


0 


9 


8 


8 


2 


X 


X 


X 




1 




1 

A 


1 

A 





I 



yWSSIIOOES 
(330) r 



S 
W 
S 

s 
I 
I 

4 
8 

JL 



s 

s 
s 
I 

5 
2 
9 

_c£l_ 

-«Var- 



yA$SI434l& 



I 

_A_ 
-v— 
I 
I 



■v 
I 




i 

-A. 



yWSSI332(^— 

l450) yWSS4970 
(300) 

YWSS33I9 
(240) 
yt/SS2087 
(340) ! 



yWSS5004 
(500) 



7q3L3 



yWSS4875< 
(1000). 



yWSS35l2 
(390) 

yWSSI998 
(290)^ 



~Y" 
i 



I 



I 



i 

"T" 
i 



i 



yWSS2688< 
1 1300) 



|ytt?SS69l 



(270) 
yWSS2235' 

(210) 



• )-- 



yWSS32l4i 
(1500) 



i 



